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m m m 

[0001] ^mmn. mmi^^^^azLmM^tl^t^S. 0:2|s:i|#fl:tUlK##2OO3-434O8Od^^ 

[0002] mm^>y<^m^f^m^-:>\^^xi-i. -r'om\.fcmmmi:i^:y^<^m'^f^m7!)m 

<D, \^^'rti(DmMm^m^x'h^^nm^mi)m<. m^ti^i^mtRjt^mAi 

[0003] ^i;t^(Dmmmi^^^^<^«^}^M<Dm:k(Dx.^i'^. ^m9j]^7i)^^t)tbx^\^^^tx 
u AT.(Dmmmxmm\.fcmmi^mm^(Dmmm\^ ^(Dit±it^^mxit.:::< 

[0004] ^{cmm^hn. :Ltii^x(Dv^^y—j^^mmtmm(Dm^t)^hmc^^^-hti,c 
^^^^(Di&r^m7!>^Mmmw^mmmmmti.x^MmmK:fr2^9J>^^tifc 
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[0005] ##fF3tSfel:Madin, K. et al. , Proc. Natl. Acad. Sci. USA, 97. 559-56 
4(2000) 

S^f^XWil : #M2000-236896-^<i^^^ 

m\ ^(D^^m^mm7!>^^'cx\^^fco 't(Dfctbm^mm!iiiot=^^/i-^-mm^^ 
±mmmtm. utut^>y<^m^f&(D^fik(Dmmt^j:-:>x\^^tio ^hi,^z<Dx 
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^hi^. mm^hit.:^iz=^M,^mwii^mm^m^^^mi2, 000-14, ooo>5^ 

mfi^i^mm(D^'^y<^n^^f^mm\^<iS:m^ti^^t^M.mvx\^^^( 
[0007] &.±i^j[:^. ^^m(DWkmn. ^hti:^wimm^\:.i.tcmm^iyy<m^i^mmm. 

^it^mimm-mmu ^ti\cm^'r?>^m(Ds^^mm^m^'r^^tic^^x 
.^h^j:^Wimm^^mvfcmmm^>'^<^«^j^m^miLi-^:ztxh^o 

[0008] mmm^>y<i^w^^mim^^hti^mmmmmi'X.3^xgm't^zx^xmhtih 
[0009] ^(DfHmmKmmu(Dm:^(DtM:i^ m^^mm^micioif^^m^Mmi^^-^ 
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^^"iJ'S-^^S^&^rtt^^UV ^ATP^ftS(D{g;Ti|^^:a5^fc$tl.Sr^, 4) ATPtDM^ 
J^#oT^^C6AMPr>V f*GTP(7)S^f? Jh J^#5GMP^ggO_h# (o^OS'i^lK 
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^tS^as^^^tLfcO.Biol.Chem. vol.271 4539-4544 (1996). Biochemistry vol.39 
7521-7530 (2000)) o CO^eJ^C*5V^T^tB$nfcATP^^Ufc. ^J}^^—:^fi:}£m 

[0010] 'rfif:>-h^mm\'twr^^^& 

3) ^mm.t^hw-^m(D^^(Dum. 
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1) m^mmm<D^^x\t^f^it. 

2) ^mmRx^xxnA^mm • nmmcom^. 

3) m^mmmmmm(Dmmo 

14. eti^lb^J^bT. ^i^h-r^K ^^^m. v;:*^/!^. -fe:7r7'5/i5'^^ ?Sl^d^?3 
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18. J^J}a^4tUi^liS/&^200 OD260nm}^*5V^T. m^^tii^'^<Oi^^^='—^^ 

22. ^^19-21(^^^/5^— t-iam<^*ffliis*swi^t-j:6M?wji&i5'w-^i^«'a'^;^ 

23. H^r3Sl9-2l(^)^*^;^l^-t-IBm<^^J§&^6t±ii^^^ffli-SM*BJ5a^5'>'/-^°^5'K'a' 

24. M^19-21(DfpTtt;ei^— {^llSmt^^fflilStttti^^^t^^^^^^^'^^W'^^ 
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atl/^fi^ Pratt, J. M. et al. , Transcription and Translation, Hames, 179 
-209, B. D. &Higgins, S. J. , eds, IRL Press, Oxford(1984) tCfa^O;^ 

^m\z.m^xWin'r^^hhx^^o 

i^m(DlmM^\^O^t\^X\-t^^mM^^(DW\'t.^. coM SaO extract syste 
m(PromegattM)i:RTS 500 Rapid Translation System (Roche^tM) ^ 
;JS^lfPjn. !J7l^^^H^#jfll-^S5|ie<^^>C>fiRabbit Reticulocyte Lysate Sys 
tem(ProniegaiiM)^>^feJ-='-^=^^E^*5l5<^^<^f^PROTEIOS™(TOYOB 

[0013] =ii^^"E^^*W?S<^f^^fe^l-'C«^ M;t{tJohnston, F. B. et al. , Nature, 
179, 160-161(1957), fe-5V^f^Erickson, A. H. et al. , (1996) Meth. In 
Enzymol. , 96, 38-50^ ^C|Emo;^fe'l^fflV^Sr^;^)5T't So 

[0014] i^mmx\^^ -(Dx.ofi^^(Dmm^^^^^^%^^^M^mmf)>h. ^^^^x 
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[0015] :^mm(D. mmmmmm^m^ir^tit. ATP^^-rm<Dv:ymi\:7^^mm-r 

4) mmm^^hv>mi[:m(D^j^<Dmmo 
[0016] ^mm7!)>h^^m<D±m(Dmmti'i. ^mmxh^^^—^^^hA^^m-^^m^ 
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5o &6v^{*. m^j^mmm(D^>^^ ^mt. ^h\mmmM(r>mm^x^xhm^^ 

•So ^'L>tc^LT(*. mm^mtLx^ ^>^h-)--fK m^^m. 'y^)ti^)\^. ^yrf 
<fi:^o ^^x\ m't^"^<Dm't>m>h<Ds-3om^(omm^^ti-Dxi-imA^Mm 

[0017] mmm(D^^tii. ms^mmm^h^mmw\^^^mm%:mm^imm-r^^t 
m.mw-i^mmti:t'^mmL.x:^^ti:o^tii}^'^mxh^o 
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[0018] vi^m^tm(Dm^ti^.m-mm(DV>mitmtm^(Dmmm'^^<m^f&mm 

4i:)5':?^;:ybCQT5:3>'!>/H-^3l'i>6ji^(Amicon Ultra-15 centrifugal filter device, 
15 ml, lOK NMWL, MILLIPORE^tj^) iij;^^5>^^(Z):9-lli^^^tf ?5tl/6o ^ 

[0019] ^)W^;^»>by>^^{fcJ^<^^^<^^J^^^*^ mumm'^x(hnmmm\z.-KUW^ 

^tb6o ^fc. #^y:/^<ii^*(7)-^6^^i^?§##^^c^m(^M*fflfla^>'^>^K 
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0*bv\ mm^(Dnm-x. ^m-r^m.imm^B^-^(Di^^^^^m\:^xm-M.mU'rM 

m-2. 0mm. ^ff^U<{*0. 7mm-l. 4mm(DmK^®5>^^#-r5o i^i^ 

mmvx^.^L.xhx\^\ 
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[0022] ^(DX^icvxmhtifcmwm'^n. m^^^^M^^vx^^^^-^^^h^tctb. m 
m^^-r^^^mmKmwm^^^m'mm^^x. ^^m^^j^muj:<fj:^-^x 

h(Dt\^X^-^])^^^^^^^>W^^Xh^y']}^yi^iBTij).V])h:y {Triton^ 
5/b(Nonidet)P40, y^f—'yiTweerO^tm^^n^o tiit^Xh. y^-r5/h(Noni 

[0023] 7^^0^tc:*5v^T{i. ±w.<Dx^\^mmm^^^^i^xnhtifc^^m^hmmm 

[0024] ^V^J^4^:^. ■^^^.^y^j^4^>^XU/'^fcn^ 

^-jum<DmitB±M^tsy\<^^m^m\^^^^t^^x^^o ^tc. '^-^mKst^cx. 

i/^V'^'A, LMT^/®?*3j:tJ«/:Sfc{iv'f^^^Wh— /W^tf^l^^. Patterso 
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m-^mmm^(D^m^. ^^(Dmwi^fci-i}±^tit-<xM^bmicc±i^o^^wx 
m^M\:-r^mi^m\f^^:Lt<Dx^^mm.-^^W:tvxi-i. ±fi^w^mtz.-rh(Dx 

> *b<fi5000rpmjeil±-t?fe«9. *fc. aS30000rpmaT> $f^b<{*25000rp 
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^t\^^^^j>^^m^i^mm^m^^tib^x^^. ^;\^^^t\.x\t. mx.\t^^m^^ 
fmm.x^mit^^x^\ ^fz.^;v^T^mm:m\^x'^o^tipx^^o ^^v^mmm^ 

^ttm?^<^^it?*^-fflv^bn§t>(^(^?iJx.f^. hepes-koh. mk 

mmm-isbx^m^iM-ch(ox^^o 
[0027] y^v^m'^(Dw^^mm^^m.\M^ n^m. m\^^'^n i^^) fi:}£(Df^^tm 

$f*b<fiO. 2-0. 5Wi^np<-i?-^Sjg^X'fo^o ■^''<^«^^-^ /J^^'^elHJ^St^ 
^yl^iJ'— Sartorius®l<^Minisart™^) ?rffl V 
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[0028] ^(DXo K\^xn^^tim!mmmmn. m^x'h^=^j>~^mw i m^^m-r^^tc 

if^O. mRNA. tRNA. ^|R^5'>'/^°^^KIl|^^y7^^V-i^#^-f^fflU-C^(0:^|g^ 

[0029] z.(D^ofmm^mm^mM\z.\yx:, -^^mxn.. ^h\^±.u<D m(OKTY>^^-r 
u<Dmmmxrx^^o 

(Dm>L-':i^mx'&'L^±.m^Mm^^o ^o:>m. ttm.^Mhvxmmuw^\i^fix^< 
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. $?>i::0*b<«3-8ii]. *t5^f*b<}i4-7iiiT'fos„ z(D^oi^mm^thfcmsk 

fDibmm^[H^-t^mmmmmmmm^rix\^^^)m!mi^mmtvxi^. ^(dx^ 

:^mm(Dm(DATP^^i-^v>mit^<7)um:^^^nf:im^^tii^ti.xn. <i^^fj: 
<th}ixr7f)^hmi-£n^—(D^^t^MA^tix\^^^mmi^mm^hMMt-r^o 

Dmmmvr^mim-A^^^xn^mit^tixi^^^. 

3) mMm^m^mmmf)m^xii^mit^tlx^,^^. 

4) m^MmmumMf>mM^nx\^ ^-s. 

6)])>mimmmmm:^mm^nx\^^^. 
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o 

MLx. mmR!t^w^M^-r^o h^^^-iMi^n^^^. ^:^y<^'M^m^!S^-'Wj^ 
mm. ^n^^>. ^whtii^r^m. :x.:^^;i^^-um(.^xr. zLf^h^mw^^^^^n 

mmm. atps^^. mm^fmmm.mm. tRNA. Mjmk ^y^^i^^- 
i/y=i-/w. 3', 5'-cAMP. mmM. ^mn^t^m-fhfi^o -^r^. ^ti^tKDmm 

ATP^bT^lOO n M— 0. 5mM. GTPfi25 n M— ImM. 20aiS<DT^/^ 

tl.Xn^th^ri25nM—5mM^^tl^X0i^BMi-^^t^^tti-i^\^^\ ^itibf^^ 

mmRft^^i^!^^y^xm'M:m^L.x%K^^^'^xm\^^^^ti)>x^^o Mi^^Kit. 
mfi^^mm^^mtvx='M.^mwmmm^m\f^fcWf^ia-i. 30mM hepes-koh 

(pH7. 8) . lOOmUm^^V^J^. 2. 7mM@^^-^i5^^v^'i7^. 0. 4mM;^^/V^v^:/ 
(■:^:^7'Y•x;^^5'^±M)^ =§-0. 3mM LMT^/^20a^. 4mMv^^:^;^Wh— /V' 
. 1. 2mM ATP(fP^j^^ttjiS). 0. 25mM GTP(fP)fe^^?±Si) . 16mM^W 
T^^y (fP3t5^^1±^) > 40 fi g/mlii^ur^y^i — (Roche1±3^) ^ 0.005% 

[0034] r^T% mRNAfi. mmm^>'^<^M'^^m^^^^x^^^t^n^^>y<^w^='- 
mm^^'r^Mm(Drmi^^i^^nfcmm^^\^x\^^Mmm^h<oxh<>xh 



wo 2005/063979 



19 



PCT/JP2004/018928 



. EOlSfl^lJ (WO03/056009-^<2^#i;i|S«cC^iB^iJ#-^136)^^=i-7"V^i5^iB^IJ 

[0035] j^^T. %wm:mf'c^w^n^%u\mmt'^iiK imw^(ommt':^f\^h<r)%'^ 
%W\ 1 

•r'^/l^(Fritsch?±®i: Rotor Speed Mill pulverisetteUS) \cWm\^. 111^^8, 000 
XO. 7-1. OOmm)^|HlHXLfc:^. Bgm{b>^^i:>'i5'n-^:ari^:/(DM-^^^(^»it 

^{31. -</Vbii:;fe0ilSU!^BLM-3OOK(^it7n:^^^ti:^MJKf^m. ^^tc::^ 

fe^3lS'J^C>-<— v?^-fe(Z)-</Wb±fcmflS^M5>^10007!7^5000^/cm'^^^i 
^'f — (2048®^) V ^fco 
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0(7)0. 5^»%^?^t;iM-^L. SW^S^5fe^^^fflv^T^5fe^^^^;65e®b^c^<^c^6*T' 

mM HEPES-KOH, pH7. 8, 200mMm^:^])^J». lOmMg^^-^i^'^v^'^/i^, 
8inMi?^:*->^Wb— 4mMJ^{b:J&/^i/>>A. #0. 6mM 20mm<DLmT^y 
U—])ly^yi^>^—^m\^\ 5, 000—20, 000rpm-e30#rHl-f o3[Hl 

[0037] (2) n:mmm^m\^^rcs-3om^A(Dmm 

<7)^0fa^fTo/ci:7K^5fe^5^O0. 1^^0NaOHXfiKOH^5fc?^^7K^5fc^O. 

<^Hci^^^^7Ki5fe^ 100— 1 2ox:(Dmm^x^fiNase^mfs^M^ . ^^fumo 

^m^t-S(40mM HEPES-KOH, pH7.8. 200mMm^:^V^J>>. lOmM i^^-^iS^^- 
1000^/vh:^iJ;lT<7){S5>^^i^K^S^^LfcK^*4ttllf^<^liMbyto 

[0038] 

HEPES-KOH. pH7.8. 100mM@^M;^y!^7A, 2.7mM@^^-^i/'^v"^7i^, 1.2mM ATP, 
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0.25mM GTP. 0.4mM 16mM i^l/T^:/y>'^. 40 ^ g/ml ^UT^^^^ 

i-—-^, 4mMv^^:^;^Wh— /V. #0.3inM D>rv>'^|^<19S^OLMT^yi?. 

0.32 mg/ml) . ''C-t3^v'>'^liiRS;^;;?^^-;!)P^-C, 26t:}::-C-'^5/^1&t-j;'9i5'^^^i^ 
%OTCA?^'=t=>-ei05>rpm'^bfCo rcD7>f/^i5'-^Sl'9a:lb:i^i5^/-/^-^-7^/^(5 

G25) W^ii:fcit>cD-ef^ffl ^mx-h^:Lht^f^ib>^f:L (• : /J>^V ^m^) » 
[0039] T^=iV!>/l'h^^^i^MJ-J;6|5a$i^K(75|^* 

T^s^'l^/l'b^j^ii^^ii^CAmicon Ultra-15 centrifugal filter device, 15 ml, lOK 
NMWL, MILLIPOREli]^)^ai-rtiCj:oT. lJD^/VYl^%X<D^^^m. 

i^s^T^^Lfc. ^^^^<^n^^m^mm^f^o z.(D^mmMnmmom^xn^ 
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^x^nm-r^tthi^, mmmm^^^i^tio (miB9^miA(Dmi^. m^bt(Ditm 

tc'tyT^yi!7p^G25:^ii'>'^yj>^^m'r^tKx^x.mm^immmmtum^fc^ 
mm^m^-t^i^iB. A)h(D(D, T^=i>'^jvhymi^^^xW7^^^m^>\^f^R 
(D\,^-rfhf)>^^-^mm^^mmt^mi&-t^^^i^i^)^^'^'&'t^^t^^vx 

mmm 3 

[0040] T^=i^^^^v}^ymx¥m^n^m'^'p(Dmmm^<Dm-^ 

T^=2i^i:7/\^hym^Mmm\z.x^xmw.i.ti^m^nm^^-^h:^yy^- (tlc ( 
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(22%) =1 : sMf«?&-e5^F^) )^^M^iK^bTMMu m^mmt 

( A-A/Jn) . v^ai^ ( * - * ) dov ^Tfi , V ^-rntsS^V ^<5'>'/^°^J'S'^^Pfi«f^ffl 
sV). ^/Wa— ^-6-yv^(A-A/jN), 0. 3mM ;<.(A-A)<^jii}i{S(^l^ 
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, miBx^WLm\^tctmm(D. ^^^^m^tco iii2C(DA(^)-e^bf'j;5^-. o. 5 

-r^Z.bf)^t>ii>^o -rfi:t>^. ilBT'^Lfc. 3A=¥K^ttttJ?S^(S-30)(C^V^f^:b 

mYmmm-^'h^. 7}^;^/j^^y-/^tvkt-v^(02c. •-•/h)i:tvn^vm (1112c 

[0041] iJ^V^=i— ;^ji^c^^» 

(jSilSiryi^^'fbM ) ^M'&irhwl^ 

f^'^Sf^Glucoseoxidase/Mutarotase^*3j;tJ«0-h/Wv?>'-*J'^7^^(DM;^^l:iJ;S 

^ll:i^bfcJ;9lvl, Glucose oxidase/Mutarotase?fetCj;o-C^4Ufc^r6. S-30 
®:9-ctJ (200 OD260nm) {::f*30mM^@;tSi^?i^<^*li5^/l^=— ^^^#^'t"5(^ 

7^"5/^>^G25;&^A^T$=i>">^^h^M(^^' •.^^J.MU) ^si-T-^t-J^^^trti.^ 

m. 4mM(i®ili^/V=-^?S-^{iO. 4mM) i^^TlSTLfCo ^^hO^n^^ 

(?5o-^/^-fv^>^•3^^'^7^fe^vlJ:s^*■e^±, ^^^02. 3i^^mx.^72. zmM^mx. 

Sartorius^till. VIVAFLOW 50, 5>^^»:^^xh:^7'(i£«10, 000i5^Vl-h>-) 
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^x^'&fj:^>^<m^^Rjt>m^mm-r^:Ltt^x%tio 

[0042] [^1] 
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(200A26o4'g)mM) d p m 



Glucose oxidase O h/i^4i^ V 
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>'^/^^hym^&mwz.f^mmxmml'tl^^^^m\f\ ^;v-=i^7<mii (imM)^^ 

1.082mMt>^eo-CV^;5) . \m^mz\±^l^M'V(0\^}lhj^-r^X<OKTPm^^^^ 
ATP;6SaoT*5«9 (EI3B, •/Jn) . r(Dj;5^=CATP^i^CQSB#^^bt>*fc. ill2Cl^^L 
ATP(Z)?@^<g;Ti-^'^ofcAMP/ADP^gS<?5±#^^®i5^n-^'b:/U— h_h(^;^jK5/ 
i^i^;05ATPc^m^<DSK<^LT^l:^^}clM-^b-CV^5Ci:;6>;b;^^o/Co 
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[0044] iJ'^^/^i^K'^J^^ttl^-^XLSAMP. GMP(Dmm 

ii^(7)^*tB|]^^>'^^i5^K^^K^£?-^^'{-'a*H5l. 26mMATP^0. 25mM 

)o ^(D'$'>y^^'S:'k^^Jt^i^O. 5mM AMPirO. 25mM GMP^^;ftnb-Cbx ^>'^->° 
M AMPfeSV^fiO. 25mM GMP(D^(D^j5PtCj;oTt3. ^>y<i^M:^^<D^Kmii 

y^hnm^^fco ■r^i:t>^s ^i/^-^^^-a-^s/spwfiS'j^m^-efe^AMP^GMP 
[0045] [mi] (A) s-zom^mm:Khrc^x.^'t>m^itm^M^m\i'r^:it<D^m^^ 

(/J^) {^ttl±S?^T*W$-^^--fe:7Ty''5/^^G25^^^^^t^|i3^J^U-C^APbT 
nhtlfcS-30KX^^^^^<^n-^I^Wim^Xh^o (B) T^='V'>/l-h7mjCi?)6 

mmtvxmm\^fcs-3o^±:7Ty'y^:^G25\z:^^nc.m.r^='i^^jvhym\^x^ 

6^(D^m^n^fch(D, O-O}*. T5:=i^'>/Vh^M(-J;65ii^(^^5|Sft-^^b 
fc:5?^^^»^'b^J!)Pbfct>(DtcJ;2)^>'/-^i>K^^?5'l4<ii:'trfcSc A-Afi. 
3>''j7/Vh7J^tcJ;56jitr^Ti5^iV>ttmMSrM^jabfct><Z)^ □-□}*T^3>^^>/vh 
^l^(;ij;55ii?rtTofcttm?^^mtabfc:t><^t-J:5^^''-^°i5^«'^fife^?li4ffiT'feS 

o 
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O : mm^mM mm) . •-•^ : : v-a^W^o (C) ^ 

^^^^^^^ffii-i^^^/^-^'i^W-^fiJcPWftffi^^bfcHlT-feSo #0. 5mM 

A-A:D-i/7l^=i— □-□t^/W-^h—^. -sir— : ^iJ'l — ^^ *-* : 
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